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%m o . 3 * 5 <fc 5 ic m ®i l % j^iisa^vscMi 3 

helper phage ($) 10 12 pfu; Str a tagene 
It *U La Jo 1 1 a. CA) |£ |R Jfe £ * fc „ Silfc7 7 
- , 3 Ottl 2^FPgSlLT«|L> JKDxf • 

y 3 — ,u 8 0 0 0 i 0 i n a c 1 itSlu iot~ M d» rt 4 *c 

T? > t%^® h mm L fc „ it 'fr # Hi L ^ , 7 7 - . V y 
h fct. h»J*i$»f£S:&*£/}c (Tr i s-buf f erd 
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saline (TBS :50mM Tris-HCl, pH 
7.5 containing 150mM N a C 1 ) + 1 % 
bovine serum albumin ( B S A ) ) |u !| 

y ^ t it , t b m & m m m * m ^ it . # * = v ^ tc *s 

T , 1 0 1 2 pfu O 7 r - S: s 1% B SA?:ttf 
6 0 0/z 1 O T B S C 5 /z 1 © fc b^jfiLJ*^B&&5IS$©Lfc*£fc: 

HI L > 1 m 1 ©T B S •C4'Cl? 2@ife^Lfc. :7 r & 
tfftlKBte^V'S' MC, 2ml^(OD 600 =l) Sure 
c e 1 1 s£;&n*.Tlg3|L.fc 0 3 7 tt 1 5^F^^*lfct, 
^IMSSI:, multiple HEM ( p H 7' . 0 ) / 
carbenici 1 1 in platesJLlC^L^ 3 7 *C 

N 3lsll©/-!=y^©©t,|c#f,tifc^D-y«ixi 0 9 
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ft£Lfctr5, *05*,01 0* P-^ (H9,Y1~Y1 0) 

Sfe g£ M A H cDNA — pComb 3 t* , -fc V * • 7° 7 W 
— (sense primer) N-Flag-JTAoI: 
5 ' — CCAGGTGAAACTGCTCGAGTCAGAT 

G-3 ' * ffi V* , & f c x TV^--fe^^'7 P 7^^ w - (ant i 
sense primer) N-Flag-5*r/II:5* 
— TCCACCGCCAGATCTCTATGCAGTGTA 

ACG-3 ' ^I^t, P CRSJlfc, #bJltP CR4^i 
ft, PCRHlR^y h (PCR purificatin Kit 

( Q I A G E N *± $£) ) £ /i^ T H) Ifc L , Illl^Xho Ii3 
£Xfi B g 1 I I tictfellfc. *Q.«£*L;/fct>©tt:* Xho 1/ 
fi^i I IjBfclfcpFl ag-ATS (Si gmalhl) 1-7 
^ y _ h u o #btbfc#^°7^^ K tt s *: » * (E. c o 1 i) 

JMl 0 9 & A; o 

m*R<0&&'? i 7 * * K (E. Co 1 i) JMl 09 

& . 3 7 ■£ T* 3 B* IHk lmM CaCl 2f MnCl 2 . 20mM 
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M g C 1 2 fc-^tf H E Mi^ife(C*5 T^t Lfc.isopropyl 
j3 - D - t h i ogalactos ide (IPTG: f in. a 1 
concentration ImM) ^Mk.Xyy-^W.'aZf 

fc 0 J&*Lfc*JI§0£, 9 6 0 0 r p mX*T& foftm ^ U y 

h£L N TBS(Tris Buffered Saline) 



4 <C , 3 0 ^ IHl 1 5 0 0 0 r pmtSif^lLft. 7 7 ? M 



S't'f-^fs'htBCA protein assay kit 
(PIERCEthM) ) iaotI6I)$^^tiU:, 



<^l«?!l 2 > 
[I — A^f^glJ] 

1) M A H V * 5^ ^ (^T^^^^a^^V^^V) ft gg ft $S 
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2) I gAW^S#I g Afcft»ttOil5V^*^^t^=V 
^ ft J: 0 S U N yt/^y? y — Sr 84 5 . 

3) _h gB © 2 ) T'#bJifcV^f^t^7'f7 > 7!J-© c f 1 ^ 
& J£ C I g AWHStiif A© I gAOiv^^i<5 

4) I gA©^7^37t-AO^^f>7^^7!)"ia 
3 SSft B'J I g Af 3SIf i t^AOiit I gA<DU^^>^U — 

5) JIL»»HfTsr*-f*#©*Wl|TJRlt*Al g ACSi* 

IIKl • ft^6i)t#iPL> AXI gA^flt5, «t fit A ifn. it 

iai i g a^h^ v ^ ^ i/ u - b & m v^ fc ^ ? - is m 

g#T?0 ( * * ) -^^iii©iilt/J 5 ibH5 I g At 
y^SP^©7^;iffi^J«5t), o ( * tr ) -^-B-SJUfC&tt 
Ap-C#5^ti-fe V 1/ tLlZti X U * - s mm<D &> % 5 © Er T? & 9 ^ 



• #1 
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o £ 9 7 , 7 7 6 l9&5:il:45. UioOi oowltt 

s m -c $> s a* , o ( v ) -^^iii^iatsHf y-s 

©ON/OFFiaoT^^y)|tf^finH5tt5it 
i5, t>i:o©v^fy|:tt50N/OFFttt2i!)©iS 

/< ^ — y®Sl^ff i5fif -Cfc5 0 LfctfS-oT, w- JIl -h tt fc ^ 
s?«P^«>**Hflir7, 7 7 6 ii 9 & ^ #f 5 fc & ^ & * 

t? 5 a* , SI Ic^d >> h t # 5 tSi © f b ©f 

m "t? I g A fc ^s?«p^©»«#3&i:«l:S*#«fT?# 5 bT «fe # 

i§5 0 tfflftv^fy^/f^^y-SrftSfcfefc, A # jfo. 

I g A i i^Aik^ I g AClv^tc i: t^KSRfS y 

is 7 4 7 y V - & m^X , I gAWSIf ii^Ail I g A 
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0^7^37^- &<om^&/** — x v Mtir-t z (mi i) . 

(DmiZ&^X , ^^f 6 2 tAofciS I g ASrtttte 2 
& fc' ^ s> h 6 4 T»» 9 , ^ * *?• s s y 7 0<D±\Zfflfe£ltX 

« fit I gA{dJ;K)^fe$^r N »ftlfc7)j!y h 74i UftV^ 
^.^5/ h 7 2 J; 9 l o /•< ^ — y?rf§iH5-et5 t r H 

♦ 

##5 0 r <D |2] ~e v m%t<DO-i!fV*l<'&'&t?W?>/ J i?W 
& 5 I gAi©7B77^!)y^^|^i:|r5 ipt^^L 
T 5 0 Utt'g^^^filei&oTV^ J; 5 fi & & # £ <D V^ 

£t J: tf> r £ SrfifcBfSfc&K:* T <Z> £r ^ 2 * 



Human— IgAl, Plasma (CALBIOCHE 
M #400105) TBS(pH7.5)-e5/ig/ml 
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^7^HSII6IHuma a - I gAl, Plasma (CA 
LBIOCHEM #400105) : T B S (pH7. 5) 
T-5 n g / m 1 K%r%l 

•AXV^^v (Y1~Y8, Yio) & £tfm!k%Li<'??->' 
^T^tf7>f-t— b ( 1 m g / m 1 ) 

•p-^^^Sr-^^&V^pFLAG-ATS^^/f-fe — > (lm 
g / m 1 ) : a y h P-^ffi 

•mouse anti — FLAG M2 monoclon 
al*t^(SIGMA#F-3165) :M^^rl%BSA/ 
TB STt 1 o o o|Sl:*^ 

♦HRP— goat anti— mouse IgG ( H + 
L)^L^(Zymed #62-6520) : I 1 $r 1 % B S 
A/TBST-C1 0 0 0 ^(d#f? 

•ABTS/H 2 0 2 ABTS 0.274g N Citric 
asid 10.5g£Milli-Q 5 0 0 ml |C f ^i^ L , 
NaOH"CpH4. 2|C-fr*>**«ffllB:*HCH 1 O 1 Srl/l0 
0 Of JPX.5, 

•96well-ELISA plate (SUMILON 
#MS-89 9 6F) 
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96we 1 1-ELI SA 7° V- — M^Human-I g A 
1 & 5 0 /i 1 (0. 25Mg/well)-foAH, 4 *C "C — 
liltt LtJifr^ ^ x/Hd@f Lfc, * a: ;V & T B S"C3lHlgfe 
3%BSA/TBS 2 0 0 ^1 ^Ix., lilT'^o H 
^^Lfc„ 3 B# HQ |£ , ^cn/l'&TBS-eaiElgfcV^ ? si A» K 
Alv^'fySrttfy'ft-b^S 0 m 1 (5 0 m g/we 1 
1) f oAii)t 0 ^fc^^f^^^f^^PO^T'f K 

12 ?U £ El 9 lc ^ i~ 0 r ^ XMi s N 5fc a> b f£ £ fc 1 2 7 # @ £> T 

^ b ^ 5 i 5 lu , y?^ / 7 P Cll, ^ a — vi 

J&> £> 1 0 (Y1—Y10) tt*oiI©Ai^^f v^tl^t 

f fc © t , !> i ;> T B ST (0. l%Twe en/TBS) 
T?3@^V\mouse anti — FLAG M2 mon 
o c 1 o n a 1 #t ffc (SIGMA#F-3165) £50^1 

1? 3 |s!ifcV\ HR P - goat anti— mouse IgG 
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(H+L) £fc # (Zymed #62-6520) £: 5 0 m 1 
foAlxfc. lit 3 0 ^SS^tfco^, ^ i ;v ^ T B ST 
3 HI gfe fr.!)s^ABTS/H 2 0 2 * 5 0/x 1 f oiPxt 
3§ & £ -fr s - h y - ^ — T-®3tS (405, 4 90 nm) 

& «l Jt L . I gAl*3±t^»«!jS§l»f*tLfcI g A 1 O 

m fc (mio N 12) o v^^v^-Y^^y^ 

I g A 1 <D *>T /i"WtmWrjtBimtiL&.T*t 3 l^tft^t'KTO 

•Human— IgAl, Plasma (CALBIOCH 
EM #400105) :lmg/ml 

- / ^ y ^ =^ ^ — ( N a k a 1 a i Tesque #24 
229-61) :2. Oun it/ml 

•SltfUniSi CO. 2M^^7"hP!>^ (pH5. 
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5 ) , 0 . 4 M NaCl] 

Huma n - I gAlfc4»»©ffl?&-*-b!J *Att«rJfc«rJn]*.x 

^^OpHSr./^^^-^ — f ^0, 5/xl (lunit) 

*Dx5o 3 7 c C(D7kl&T-BfeSJ^^ j a:. I gAlOVT/i'lft 

®mmmt± \? * is&f&mmp n a c tr - *r y y v * ^ ^ : & 

4b #300430) $5 itfMAL n ( /f p( x y a V 

jJ'^V; VECTOR # B - 1 6 2 5 ) ^O^-a-^ioX?* 



< m m m 3 > 

1) MAHV^^^ (>(&=c->i?=L-r*U?<?-l') W m SSfe «B 

2) ©f^fiir^jWiiaKiaftittoiisv^v 
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3) ±|E© 2) fi^fcl'^f !)^© I f ^ 
>T 9 v # 4 ~ 7"W - Mcg^ftLfcl/^^^^l' — hSr^ 

4) #^*iflfl£tf>#ftffsgi: u^^^^^^v y - K: ± 5 IS? SiJ 

it si l ft m m & # m as z m * • # m -r s . ± d a * w fc r± , m 

3im#HHJ&£rJgSi&. #**HISH:^ft;**, # ft H to *» 6> 5 0 
1 x 1 0 0 B , 1 5 B B , 2 0 0 I ©afe^^it^. 

BP *> . frffii,1tmm%1t&®1fc&&m£ti:Z b - T C P o s» 
Mt£:i^-Ciftffcl^> '( i ) it, (ii) 
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is ? & ffi W- ft 0 ± 5t#*Lt*5, 

8fei£##H)i&&^6LT$gfeSff7 8 £ # -fe gfl 7 6 ;?» lo<D^ 

^4 jC^-rWJW-SrffiV^T, C 3 H/H e •^^^#ttiWia*»6> 
*Mb R *» *: *t 5 tifctoTUbJifcllifton, '6 05NH)ia — 
O^ftjjgS: t> o 9 - 1 5 CHUS (Makino et al : 
The Journal of Clinical Inve 
stigat ion x March 1 9 9 9 s Volume 
10 3. No 5) ttfUlia^O^ftiSrtoKUSA/Al 
#HliS(Kohyama et al rDifferentia 
tion, 2001, 68:235-244) IcSffS 1/ ^ f 
^7^f ^7 !) Ofe^ffftSrR e verse Cell ELI 
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5 Ajfelcj: ») Jig lfc 0 

* 4 . mm ic m ^ ft urn- 

•AXV^^>- ( Y 1 ~ Y 8 , YIO) & £xtm-±mi'??-> 

6 S tt 7 4 ± — h (lmg/ml) 

• ^^VS:$44V^pFLAG-ATS07^t-h (lm 
g / m 1 ) : a y f n - ^ ^ 

•#fflfl& (KUSA/Al43itJ?9-l 5C) : 1 % B S A / P 
B S T? 7 . 5X10 5 cell s/mlk:p^ 



al£t#:(SIGMA#F-3l65) :TBS (pH7. 5) 
t*5# g/m 1 td 

• 0 . 1 % ^ y * * /W*^ 3, J, ( 2 5 % * y — )V ) 

•96wel l-ELISA pi ate (SUMILON 
#MS-8 9 9 6F) 



• m o u s e 



a n t i — 



FLAG 



M 2 



monoc 1 on 



Reverse Cell E L I S ASBglT© J; ? C|t 
ofco 96we 1 l-ELISA^Iz-ffcttFLAGRftt 
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50^1 (0. 25jLig/well)-foA;fts 4tT'-ft| 
Itt^^Sr^i^^lfeUfc, |) a ;^ T B S T? 3 HI Sfc 
3%BSA/TBS 2 00m 1 & *D £ , SStS^fsiyny 
* ^ ^ Ifc, ?i/U*TB St 3@*V\ ^-AXV^^^^-g- 

1 (50jug/we 1 1) f oAtl, M 

^ Sr T B S T (0. l%Twe en/TBS) "t? 3 0 «c V, # 
5'*^fc*B#ilifcl 0 0m I (7. 5X10 4 cel 1 s / 
w e 1 1 ) JPifc, 1000 r pmt 5^, Sftf ^V - b 

at »e> u x *BJteSr!>3;/nois^«fcae>5. ist- 2 i^mt t m 

teiV^f y|r^^$f 5 C r>^/^^rPBST*2, 3 5 o 

y 7 r — # iffl IS ittft a§ £> fc J: 5 fc: 5 . l)x;HiO. 2 5% 
^;^^7^ft F/PBS^HOm 1 *0i, l^^^lci^ 

u am is & 3 o^^s^ts, 

^x^^TBSTSEiav^, 0. 2 % # D * # Sis J & U y 
h ( 2 5 % ^ * y - AO £r ig fi (ilte^S5g«) An x. fc <D ^ s 

5~io#^m-e2&©L, >fi us & & & -r 5 0 7°v — b^**^ 

U, !>x;l/SraifetT^t)7 5't^ffi7^='-^ (10%^^ 
y — /U , 4 0 y - 5 0 % tK ) S: 2 0 0 /* 1 *0 X. 5 . 
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3 7 e C 1 y^r^^- h t fc © ^ t y V - h P — ^ *~ 

-? ft £ (5 50nm) S: « € L . ^^=W:|l!l4lc:^-r o 3fc 

i^ffo-Ci/^ii/^'f^ 'f ^ (wt) .t^JFS&Mii&^Ufco 

5:»ltfc 0 KUM 5 ftfl US & , KUSA-AlJ5J:tF9-l 5C 

mm. ^FJE^jt^^^^tp^^^K^^^^^-e. 4h V5 

i^^JtSiDftillSl^fctSo AX V* ^ ^ (Y1-Y10) 
doit^SF^M^^^^^r-^tP^^-fe: — h ( 1 m g / m 1 ) & /B 

fc. Reverse Cell ELISA©^II:@17|C 
^UfCo HI 7B)J»?>, Y- 9 fit . KUSA-A1^J:T^9-1 5C 
4»«*f, ^^P>lC^if^^b^V>«7)^^tU, KUM5 
H^<g^t5:ii 5 fc . ^ o T s S Y - 9 & fc 

ttY-g^ttfW^f^^-f^yPt-i^ KUM5*fflfl&o«fc 



WO 2004/018513 




m j& \z m m k m & -t- z <d x- 

&i2:5£:#<£>nega t i ve 
It K<$m&) ft ^-* — tt 

atfcSi t & £ *L ft o 
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select ion Id 5 ^. 

o * , 4- * T- 2> t i a „ Ifc 
7 y -iiJ SRlWtttfttt 



<mmm 4 > 

co 1 on38$Bflafi,C57BL/6-^!>;M£in v i vo 

frffiffiti&WX&Z (Corbett et al : Cancer 
R e s 3 5 N 2434-2439, 1 9 7 5 ) 0 

c o 1 o n 3 8«Iia4r^!>^#«IK:^ltUfc©*>fcJff(K^Sr 
fc: LfcftteS: i n v i t r ot^|i^5 i n vivo 
iin v i troOt^^/l/*4@|fcDiitii:t±l)\ P 

si ^ an us » s l 4 # # e> *i it o 
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m m ifo (D m & & * m m ir % tz. ft \z. & t <d ^ m x* u ? ^ ? 4 

7*7 y ^r?f Lfc, MAHCD/U — 7 I> <D 6 mffi (75/ 

^fa?lj2 1 9 ~ 2 2 4 © jttf ) ^175 ;»*jf AtSitfci 9> 
«F«B«4*»tt©ft*«#«e*V'^^-VSr*tP7'r^7 !> — £ f£ 
lift. — KlN^ilJlF L AG^ ^|;#JPt5 p F LAG — 

AT S *ffiV^fc«S, -*r As?- 9 u — =-1/ ? ^ J MdfAMAH**!. 
^•jitf^l^l^P-^-O^V^^IJRB^^^P^t^^^io t © t\ S i t e 
— Directed Mutagenesis£>!7 B oh=' — )V 
ttV\ B g 1 II s i t e £r S p e I s i t e Cff 
9^X.fc 0 tf , efc^LfcV^teSr^tf^^-f^-Srs ens 
effiS, a n t HUT * o fc < ffiiliSl ft 5 i 5 ICRII- U fc. & 
CPCRtffV\ Dpn I l^l^Jbn^L^37°C-t?lB#^ 
^ y^f-a^ - b Lfc. i^DNAgf & if V>TXL 1 

-Blue{Ch7^^^^-—^ — iS 3 > Vtz 0 t x # b *X 

=» n ^ — 4i/ 3 - ^^L-f^^^? K «r EI ifc L . 

BigDye Terminator Cycle Sequ 
enc i n g |:i 9 ^ O D N AEJIj ^ A/ T\ 3fe p F L A G - 
ATSSrlULfc, (m 5 # fig) 
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^5. $ — <D*fe& 

PCRK/^^»)ffi.J* (t emp 1 a t e (p FLAG — AT 
S) ; 1 n 1 ^ primer (pFLAG — Spe I — s 
ense 1 0 0 n g / m 1 ^ pFLAG— Spe I— an 
ti 100ng//zl);#1.25/xl,10XPCR b 
u f f e r ; 5 n 1 , dNTP;l/zl>MilliQ;40. 
5 /t 1 > pfu turbo 

PCROSJS*#(9 5t 3 0sec,12lJ-^^/l'[9 5 < C 
3 0 s e c , 55^ 1 m i n N 68 °C lOmin]) 
7° 7 — OfE^lJ 

pFLAG— Spe I — sense: 5*— ccgggt 
acctgcactagtagatagatgagctc 

FLAG— Spe I — anti : 5'— gagctcat 
ctatctactagtgcaggtacccgg 

[ ^ ^ * — O # L 2>> X. ] 

^£1*MAH c DNAiMAHfl*OAI©c DNA^p 
FLAG-CTS)5^PCRti|iLTffliift (Xho I 
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cone. £ S p e I cone. (B y'/aftl) ) Us 

SpFLAG-ATSlCl^ii^f. JM1 0 9 I: }- 7 
^^7^- — ^ — f a ^ L , #5)Jlfc^n-y|;B i gDye 

Terminator Cycle Sequencing Kl 
£ 9 ID 3£ b 0 6 # fi8 ) 



^ 6 . ^ ^ — <£> # L £ 

PCR^J&*£<D*&J$ (template 1. 5 ji U p r i 
mer (N-Flag-Xhol lOOng/jtzl.MAH 
— Spel— anti lOOng/jttl) \ %r 0 . 5 m 1 N 
dNTP 4ax1.10XPCR buffer 5 n 1 % T 
aqGold l/xl x MilliQ 38. 5 /z 1 ) 
PCRCgfS^ftli-lfW^fe© (9 6^ 5min, 3 0 t 
>f ^A' [ 9 6 t 1 m i n , 5 5 °C 1 m i n , 7 2 *C 2m 
in]. 7 2t 5min) 
J 4 — © IE 2?lJ 

pFLAG — Xhol :5'— ccaggtgaaactg 
ctcgagtcagatg 

MAH— Spe I — anti : 5 ' — tgggcaact 



WO 2004/018513 




T/JP2003/010461 



48 



agttgcagtgtaacgtgcg 

is — >r v ^ xc m tz -f ? 4 — <o m m 

N— 26:5'— catcataacggttctggca 
a a t a t t c 

LoopD— Seq: 5 ' — gttaatagcatctc 
tagtttaccc 

[ ;V — ^D©#3S] 

MPIili t Lt(X h o I .conc^it^Bgl II 
cone) «:JBV^-LtB£H*fc*n— ^SrffcfiftL. ^ HI • P 

^ T & > ¥ SI X' # d» o ft # n — ^ \c o T tt . #1 »<J K. 7 s 9 4 
•*r-&Wtft^-CfflC&5{z)g.m-mfeL1t 0 ( 7 # ) 

7 ;Vf ^n-=y^f/f f©B g 1 II site£rSpe 
I s i t efC^ifSi^K'tt. S^O^^-gi^lCfi^ 

Rtt#&uftd»ofc. mm ±^m £ an z> 1 2 oam^&^MA 

h £ i£ m • i^^i-5^t^-c^fc 0 
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N-Fl ag-Xh 
gctcgagtca 

L L D 3 : 5 ' - c 
gggtttcaac 
cgtggcagca 

9 

L L D 4 : 5 ' — c 
gggtttcaac 
cgtggcagca 

L L D 5 : 5 ' - c 
gggtttcaac 
cgtggcagca 

L L D 6 : 5 T — c 
tgggtttcaa 
cgtggcagca 
m *J R ft L tc 7 9 4 

MAHloopD- 
taacatcgtg 
aggagcaccc 

MAHloopD- 
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o I : 5 ' — c c a 
g a t g 

tacaagatc 
tgcmnnttt 
g a 

tacaagatc 
tgctttmnn 
g a 

tacaagatc 
tgctttagg 
g a 

tacaagatc 

ctgctttag 

g a 
~? — 

1 P h e : 5 ' - c 
ggtttcaaa 
gtggcagca 
2Asp : 5 ' — c 



^^T/JP2003/010461 

ggtgaaact 

taacatcgt 
aggagcacc 

taacatcgt 
aggagcacc 

taacatcgt 
mnnagcacc 

taacatcgg 
gagcmnnac 

tacaagatc 
aactgcttt 
g a 

tacaagatc 
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taacatcgtgggtttcaacatctgcttt 
aggagcacccgtggcagcaga 

MAHloopD— 3Cys : 5 ? — ctacaagatc 
taacatcgtgggtttcaactgcacattt 
aggagcacccg tggcagcaga 

MAH1 oopD — 4Asp : 5 T — c tacaagatc 
taacatcgtgggtttcaactgct ttatc 
aggagcacccgtggcagcaga 

MAHloopD — 6Phe : 5 f — c tacaagatc 
taacatcgtgggtttcaactgct ttagg 
agcaaaacccgtggcagcaga 

[BigDye Terminatior Cycle Se 
que nc i n g^n h — >^ 



m <D — * T* n , §!E ft) (O n b =» — /^tMLtlro 
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P C R IS ^ <9 ft J$ : 

5X Squencing Buffer 2 n I -> 1 
OX PCR Buffer 2 /* 1 

Hi— Di Formamide 2 0 m 1 M i 1 1 i Q 
2 0 m 1 



(7>f ] 
^/V^^i/r/^A^fcHEM (Hi gh 1 y En r i c 
hed Medium) t? ^ i U t & 5 ^ Iff * - BfeM#li§» 
(small-culture (over night)) U 
. 38 H , H E M 20ml>CaCl 2 (lM) 2 0 m 1 ^ 
M n C 1 2 ( 1 M) 20/il>MgCl 2 (4.9M) 81.7 
M 1 b * 5 * * I- « JH * (sma 1 1-cul tur e) 
Ifc^MS: 2 0 O M 1 flP *L T N aWPM^fittoft* (p r e - 
culture) Ufcoir-, lOOmM I P T G & 2 0 0 
M 1 *P *. T , 3 LB**i5»ltfc. 500 rpm 

-eiO^Mafi'bUX^JIilSSriaiRU, TBS 2 0 0 M l 1^0 
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iUT-8 otcftfflfc #0, *: Hi 0 £ it ii£ ( $c # ^ lit) 

tmm (3 7ti») % 5 Hit !? 1L, 15, OOO rpm 

-fe — h r± . ^y/^^t^ftcfctiu - 8 otic^^i, - 

[SDS-PAGE&itf?^*^^ • ^n 5 '7 x -f^i/l-«tS 
7 7 7° Bi & 7° & 4 y <D^mi 

5 «> . ISIufy^/^IA/t'SDS-PAGE, *3 £ 

tf N ? ^ ^ — y • y >*tfofc. ftfrftfetli, l 3fc «t 

fie <h L T s anti-MAH rabbit polyclo 
nalfctfl^lfcfcfi. anti-FLAG M2 monoc 
1 on a 1 #t fle & Jfl V» , 2^^^lCtt- ; ertL-etbAP-g o a t 
anti-rabbit I g G #t ffc £: ^ AP-goat 
ant i-mous e I g G Sff * ffl ^ t A B C * y > 
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96we 1 1-ELI S Ai/l"- P o 1 y-L-1 y 

sine ( 1 m g / w o 1 1 ) ^t>t (3 7 e Ct?3 0^W-r>' 
* » — M ,^3flS^^ (10 5 ce 1 1 s/we 1 1 ;Co 1 
1 on-38, SL-4. Caco-2, #flsMCaco-2) 
^r*PXs ^;I/^/V7/V7 k K (glutaraldehyde 

(25%)) ; (iM/we i i) ianixi^w->^ 

TBS^A^T4r^#U, lit, 3%BSA/TBSX*^ci 

y ? (m.ux~ 3 ftmrnm.) u-c, it^iifcesc^MAH 

v^^i'Sr'&tf^-'f'fe — b (5 On g/we 1 1) %M %.1t (M 
»Tf2l*|ilII) . iRKfrttt, a n t i - FLAG M2 
monoc 1 ona l^fls:(1000f&^r^^50M 1 / w e 1 1) „ 
2&#C#fc:te^HRP-goat anti-mouse IgG 
£l # (1000fg^r^&5 0jtil/wel 1) & ffi V> fc ( * id 
i£t3 O^PSIi) o ABTS/H202 ( 5 0 m I / w e 1 1) 

£ * . OD 4 0 6 /49 o?:Sl^tfc. 
Bl 6B, l20@^<^efe:^V'^5 : -^i:Colon-38^ 

fcliS L - 4 iO^^t^^t. - - t? . C o 1 o n 3 8 , S 
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of & Z> o m$>. 1 Q <b » > El 1 5 Jz: *5 V T % 1 © S ^ 

> (Cysteine) iSX 5 i i ft t , 3 D i > 3 <D 

j4tlu7^/-?7 (As p. a r t i c a c i d j A 5 

3 S £ . SOttH^-feU^ (Serine)" 

(Asparagine) i5A5:iftf«t5 ( BP . — ft 
W: , " n X " i:tt, ® 5 <SD " n " <D (ft » K " X " i ^ 5 7 5 
y»*«»A§tbfcn i: _t 3& © ,£ 5 fc tt ft © » 5 

*fU<f±jBHao4*** J W»J-C#«-i:^*So 1» - Colon 
3 8 SL-4WJ: 5fcfi8&J&*ra£jRBB&3M£*3V>Tt>, -t ft ^ 
fLlS-frfta**** i^^^j&s^iteU* ^oiMSr^ltKtS ^ 

t ftx* z mimm<Dm®\$it&<Dmwi'%mt£ ? << •? ? y # ft* «* *l 
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mm±.<om m^M& 

h & t> fa o . 

5E # fc. fx x. 5 r t L , #WJia^«[^«|BJia?&!»©H3Sli:ft3!t 

;W ft ft: It ft N *rftft**»lltt4r'ft-i-5t>©«r#5-^* s 
It, ^IPIOV^f y7^7*7!)tffl^5t I g A<D V 9 

^^^^-S-^7j5x*#5o BP*>> I gA$r-^t>«-mifiL^geK 
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© » «H ^ <fb ) •^ , ga«<D^7'f='^w-^ 3 > ( JJ¥ ifc a> b IFF *g 

ti5K®7/i/77-7x h t > vmmmfc) mm 

CO $ ji, , !fii0 3E*J5;jGl, felfcJig-^l&aS^OigJBT?* 

#b j& co m • pi ^ N t < k ft it * t — *j co m & 5 m m m & m m • 
# # *> 26 x ft < N m ±m m -e m ^ z> 1® m <d & m m & <z> * ? ^ 

- F 7 - ;i/ t /i 0 x. 5 0 
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( * * ) - &&Mmm& mmmte 



^^T/JP2003/010461 

\z*s^x ftmm&m& $Lfcx 

*> -c © tfe w a* rT H .£ 5 „ 
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ft jfc <d $S BB 

l"<*It«L< r±**t-*t-r5»*itttea£^ 
v> T S S'J l> fc ^ < ir^l^m^-t^v-^^^^-^tP. MF * f 

/•?^®^b< r± *w as © * »k • ifo. « ^ l < r± iW us # 'Wf > tt m 

* > >? sr^ u < tzmifc&mm v * ^9 w ^ 9 u . 

*?- is "7 4 ~7 V o 

4. I gA^7^^^^ — §§& 5§<J © fc tf> , ft * O $5 ffl 1 

5. *tr R *a is wt *j a* . •frSfansiEmHittBiK w £ * # *m is a 

* © *m sa m m m m m * r* ft 4e * tt » B'J ^ 1* T * *> 5 
n t ^ ^ m t -r ^> m ^ (D mm m 1 75 m 3 # © v> -r *l a» is <b © 

6. ff#O^IS^l7!>S4<DV^*L2M£lB^<Z>v^^:/ ; 7'f 
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#ffl US t£ l$ir , jgL^KW* y^^s«t< *IB # Pi *fc „ 

9. ft& IB Jb. It * Wf , I g A^7^f 3 7*-A»Si|tSi)5SS* 

10. m- » *b as ik 9j a* , it^f^VAmnkmmWs m * * # *■ is 
&&<omit&&&H&&i & to & &&&&&& ^^h**^ $> 

9 W :/ 7 y & ^ t* # * * * b . 

i 2. ^lojU-efeSH^^ISiii l * It fa * y b » 

i 3. #tfett:fc#^5fl&©»fbtt4&H«:3Efc£t^ it # 
it # <z> ^ h j& i i«i:fai©^y bo 
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i 5. it <o mm % i 7b m 5 « <o v^ 1* *u a> k m m © v * ^ 

y 4 ^ 9 y &^tf*S*^^*K^L< ffl IS # EK # & * » 
IB lift © 36 ft . . 
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El 1 A 



si 
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HI l c 
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m 2 



, 10 20. 30. 40 50 60 

gccfl±afctffcttccoactcaa£jaccaactcaagtccttcttgccaccttcttaoctttc 
H A ,1 * " S * ? T 0 V > I a t p ^ T F 
70 80 m 90. 100 110 — 120 

p ^ ^ok >» N N V H 5 . 5 DELSFTINN 

130 140 150. 160 170 180 

P «Jf QGDLLFQGVATVSPTG 
190 200 210 .220 230 240 

Stattacaacttflccagcg^ 

250 260 270 L 280 Y S 290 G * 3m 

ctatatoctgcccc.tgtflcgcatttgggacagtoccfl^ 

310 .320. 330 340 350 * F 360 

acttccttcacctttgttgtg« 

370 380 390 400 410 * F 420 

fttgcaeearctgattctc^ 

LAPPDSQI PSGSVSKYLG LF 

430 - 440 450 460 470 48.0 

ao.caflctcottattccgotogtt.ccaaccaaattgttgctgtagagtttgacacttacttc 
NNSNSOSSNQIV A V E F 0 T Y P 

490 5.00 510 TS20 S30 540 

ggccotagttQtgotccctgggQtccoaatt.Qt.cgacatatcggaattgatgtcaacggt 
-U — a — § — 1 — Q — P ,W,.„P PNYRHIG IDVNG 

550 560 570 580 590 600 

attgagtcgatoaaaac^^^ 

IESIKTVQWDWINGGVAFAT 

610 620 630 640 650 660 

ataacctatctagctcccoaca0aa(cg.ttaatogcotctctflgtttacccttccoqtcflQ 
~ Y ™ APNK TLIA5LVYPSN Q 
670 680 690 700 710 720 

acaagtttcattgtcgctgcttctgttgatttgaagggoatcctccctgagtgggttaga 
TSFIVAASVOIK CILPEWV R 

730 740 750 760 770 & 780 

gttggtttctctgctgccacggsAcicc^ 

v GPSAATGKpkAU ^rwny 'tV 
790 m 810 .820 830 840 

tgrgtctttcflcgtcaflctttggaagccaacogccctgctgatgtggQtaataatgtgcot 
J£_S FTSTLEANSPAOVONNV H 

8 f 0 860 ™ 870 .880 890 90© 

I A C °R &t ^j C ^^^^^ 9a 9 ctttc 9 tat 9tattflggjtgtttatgtQaat 

910 920 930 940 930 

taafltflaaaai^m:g]aaa.lamtggttatcggcgcagctatacaaaQat 
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NeuAc 
a 2-3 

Gal 



a 1-0- 

Ser (Thr) 



GalNAc < — 6 — NauAc 
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HI 4 



6 
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m 5 



loop A loop B loop C 



i 




loop D 




127 137 

VEFOTYFBHSBIPWDP 



Extension 




•A -A 



1 2345 6 789 10 11 12 



ex. 



FDTYRS^YXOPWD 
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HI 8 




COOH 
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HI 9 
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12/19 

HI i o 



-8 



5<§ 
?? 

t— o 

« — CO 
J. CO CO CO 

- CM CO CM 




CM 



06fr/90WJ0 



MxfflftK (MJ26) 
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mil 



64 



60 




X 
X 
c 
52 

"-M 
CO 

CL 



7 2 7 4 



00*00 
OtO.Q.| 




Spot 1 + 


1/2 


Spot 2 - 


1/4 


Spot 3 


1/8 


Spot 13 - 


1/8,192 


Spot 15 + 


1/32,76.8 
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El 1 3 
9 2 
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IH 1 4 



Y1 




Y6 



— KUSA/A1 — 9-1 5C 
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1 7X1 9 

HI 1 5 




£ # £ ffl ft (£01826) 
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HI 1 6 




«g 8 2 3 2 ~ 
o 

O 



0617/90^00 



CO 
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HI 1 7 



Y-10 



Y-9 



LoopC^JliU*/ 
Y-t 




B 



Y-9 



0.6 
0.5 
¥ 0.4 
5 0.3 
| 0.2 
0.1 
0 




KUSA/A1 



9-1 5c 



KUM5 
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SEQUENCE LISTING 

<110> SUMITOMO CORPORATION 
Irimura, Tatsuro 

<120> Use of Lectin Library for glycoprotein and cell identification, serum 
. • ■ . . 
and cell diagnosis, and glycoprotein and cell fractionization 

<130> SAP-702-PCT 

<150> JP2002-239979 
<151> 2002-08-20 

<160> 31 

<170> P ate ntln version 3.1 

<210> 1 

<211> 950 

<212> DNA 

<213> Maackia amurensis 
<220> 

<221> CDS 

<222> (4). .(858) 
<223> 



<400> 1 



2/21 ^ 



gcc atg get act tec aac tea aaa cca act caa gtc ctt ctt gec acc 48 
Met Ala Thr Ser Asn Ser Lys Pro Thr Gin Val Leu Leu Ala Thr 
15 10 15 

ttc tta act ttc ttc ctt ttg eta etc aac aac gta aac tea tea gat 96 
Phe Leu Thr Phe Phe Leu Leu Leu Leu Asn Abu Val Asn Ser Ser Asp 
20 25 30 

gag ctt tct ttt acc ate aac aat ttc atg cca aat caa ggc gat eta 144 
Glu Leu Ser Phe Thr lie Asn Asn Phe Met Pro Asn Gin Gly Asp Leu 
35 40 45 

etc ttc caa ggt gta gcc act gtt tea cca aca ggg gta tta caa ctt 192 
Leu Phe Gin Gly Val Ala Thr Val Ser Pro Thr Gly Val Leu Gin Leu 
50 55 60 

acc age gaa gaa aac ggt caa ccc ctg gag tat tct gtt ggc aga get 240 
Thr Ser Glu Glu Asn Gly Gin Pro Leu Glu Tyr Ser Val Gly Arg Ala 
65 .70 75 

eta tat act gcc cct gtg cgc att tgg gac agt acc act ggc gcc gta 288 
Leu Tyr Thr Ala Pro Val Arg He Trp Asp Ser Thr Thr Gly Ala Val 
80 85 90 95 

gca age ttc tec act tec ttc acc ttt gtt gtg aaa gca get agg gga 336 
Ala Ser Phe Ser Thr Ser Phe Thr Phe Val Val Lys Ala Ala Arg Gly 
100 105 110 



get tct gac ggt tta gcc ttc ttt ctt gca cca cct gat tct cag ate 384 
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Ala Ser Asp Gly Leu Ala Phe Phe Leu Ala Pro Pro Asp Ser Gin He 
115 120 125 

cct teg ggc age gta teg aaa tac eta gga ctt ttt aac aac tea aat 432 
Pro Ser Gly Ser Val Ser Lys Tyr Leu Gly Leu Phe Asn Asn Ser Asn 
130 135 140 

» 

tec gat agt tec aac caa att gtt get gta gag ttt gac act tac ttc 480 
Ser Asp Ser Ser Asn Gin He Val Ala Val Glu phe Asp Thr Tyr Phe 
145 150 155 

ggc cat agt tat gat ccc tgg gat cca aat tat cga cat ate gga att 528 

Gly His Ser Tyr Asp Pro Trp Asp Pro Asn Tyr Arg His He Gly He 

160 165 170 175 

gat gtc aac ggt att gag teg ata aaa act gtg caa tgg gat tgg att 576 
Asp Val Asn Gly He Glu Ser He Lys Thr Val Gin Trp Asp Trp He 
180 185 190 

aac ggc gga gtt gee ttt get acc ata acc tat eta get ccc aac aaa 624 
Asn Gly Gly Val Ala Phe Ala Thr He Thr Tyr Leu Ala Pro Asn Lys 
195 200 205 

acg tta ata gca tct eta gtt tac cct tec aat caa aca agt ttc att 672 
Thr Leu He Ala Ser Leu Val Tyr Pro Ser Asn Gin Thr Ser Phe He 
210 215 220 



gtc get get tct gtt gat ttg aag gga ate etc cct gag tgg gtt aga 720 
Val Ala Ala Ser Val Asp Leu Lys Gly He Leu Pro Glu Trp Val Arg 
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225 230 235 



gtt ggt ttc tct get gec acg ggt get cct aaa gca gtt gaa ace cac 768 
Val Gly Phe Ser Ala Ala Thr Gly Ala Pro Lys Ala Val Glu Thr His 
240 245 250 255 

gat gtt cgt tec tgg tct ttc acg tea act ttg gaa gec aac age cct 816 
Asp Val Arg Ser Tip Ser Phe Thr Sef Thr Leu Glu Ala Asn Ser Pro 
260 265 270 

get gat gtg gat aat aat gtg cat ate gca cgt tac act gca 858 
Ala Asp Val Asp Asn Asn Val His He Ala Arg Tyr Thr Ala 

275 280 285 

tgatctcgtg agetttegta tgtattaggt gtttatgtaa attaaataaa aatgacctga 918 

aataatggtt ateggegcag ctatacaaaa at 950 



<210> 2 

<211> 285 

<212> PRT 

<213> Maackia amurensis 

<400> 2 



Met Ala Thr Ser Asn Ser Lys Pro Thr Gin Val Leu Leu Ala Thr Phe 
15 10 15 
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Leu Thr Phe Phe Leu Leu Leu Leu Asn Asn Val Asn Ser Ser Asp Glu 
20 25 30 



Leu Ser Phe Thr He Asn Asn Phe Met Pro Asn Gin Gly Asp Leu Leu 
35 40 45 

Phe Gin Gly Val Ala Thr Val Ser Pro Thr Gly Val Leu Gin Leu Thr 
50 55 60 

Ser Glu Glu Asn Gly Gin Pro Leu Glu Tyr Ser Val Gly Arg Ala Leu 
65 70 75 80 



Tyr Thr Ala Pro Val Arg He Trp Asp Ser Thr Thr Gly Ala Val Ala 
85 90 95 



Ser Phe Ser Thr Ser Phe Thr Phe Val Val Lys Ala Ala Arg Gly Ala 
100 105 110 



Ser Asp Gly Leu Ala Phe Phe Leu Ala Pro Pro Asp Ser Gin He Pro 
115 120 125 
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Ser Gly Ser Val Ser Lys Tyr Leu Gly Leu Phe Asn Asn Ser Asn Ser 
130 135 140 



Asp Ser Ser Asn Gin He Val Ala Val Glu Phe Asp Thr Tyr Phe Gly 
145 150 155 160 

His Ser Tyr Asp Pro Trp Asp Pro Asn Tyr Arg His He Gly He Asp 
165 170 175 

Val Asn Gly He Glu Ser He Lys Thr Val Gin Trp Asp Trp He Asn 
180 185 190 

Gly Gly Val Ala Phe Ala Thr He Thr Tyr Leu Ala Pro Asn Lys Thr 
195 200 205 

Leu He Ala Ser Leu Val Tyr Pro Ser Asn Gin Thr Ser Phe He Val 
210 215 220 



Ala Ala Ser Val Asp Leu Lys Gly He Leu Pro Glu Trp Val Arg Val 
225 230 235 240 

Gly Phe Ser Ala Ala Thr Gly Ala Pro Lys Ala Val Glu Thr His Asp 
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245 250 255 



Val Arg Ser Trp Ser Phe Thr Ser Thr Leu Glu Ala Asn Ser Pro Ala 
260 265 270 



Asp Val Asp Asn Asn Val His He Ala Arg Tyr Thr Ala 

275 280 285 



<210> 3 

<211> 32 

<212> DNA 

<213> Artificial 

<220> 

<223> Tag Primer pFLAG-Spe I-sense 

<400> 3 

ccgggtacct gcactagtag atagatgagc tc 32 



<210> 4 

<211> 32 

<212> DNA 

<213> Artificial 

<220> 
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<223> Tag Primer pFLAG-Spe I -anti 



<400> 4 

gagctcatct atctactagt gcaggtaccc gg 32 



<210> 5 

<211> 26 

<212> DNA 

<213> Artificial 

<220> 

<223> pFLAG-XhoI 



<400> 5 

ccaggtgaaa ctgctcgagt cagatg 26 



<210> 6 

<211> 28 

<212> DNA 

<213> Artificial 



<220> 

<223> Primer MAH-Spe I-anti 



<400> 6 

tgggcaacta gttgcagtgt aacgtgcg 



28 
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<210> 7 

<211> 26 

<212> DNA 

<213> Artificial 

<220> 

<223> Analyzing Primer N-26 

<400> 7 

catcataacg gttctggcaa atattc 26 



<210> 8 

<211> 24 

<212> DNA 

<213> Artificial 

<220> 

<223> Sequence Primer Loop D-Seq 

<400> 8 

gttaatagca tctctagttt accc 24 



<210> 9 

<211> 59 

<212> DNA 

<213> Artificial 
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<220> 

<223> Inert Primer LLD3 
<220> 

<221> misc_feature 

<222> (34).. (35) 

<223> n is a or c or g or t or u. 

<220> 

<221> misc_feature 

<222> (33).. (33) 

<223> m is a or c. 

<400> 9 

ctacaagatc taacatcgtg ggtttcaact gcmnntttag gagcacccgt ggcagcaga 59 

<210> 10 

<211> 59 

<212> DNA 

<213> Artificial 

<220> 

<223> Insert Primer LLD4 



<220> 
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<221> misc_feature 

<222> (37).. (38) 

<223> n is a or c or g or t or u. 



<220> 

<221> misc_feature 

<222> (36). .(36) 

<223> m. is a or c. 



<400> 10 

ctacaagatc taacatcgtg ggtttcaact gctttmnnag gagcacccgt ggcagcaga 59 



<210> 11 

<211> 59 

<212> DNA 

<213> Artificial 

<220> 

<223> Insert Primer LLD5 
<220> 

<221> misc_feature 

<222> (40). .(41) 

<223> n is a or c or g or t or u. 
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<220> 

<221> misc_feature 

<222> (39). .(39) 

<223> m is a or c. 



<400> 11 

ctaoaagatc taacatcgtg ggtttcaact gctttaggmn nagcacccgt ggcagcaga 59 

<210> 12 

<211> 59 

<212> DNA 

<213> Artificial 

<220> 

<223> Insert Primer LLD6 
<220> 

<221> misc_feature 

<222> (43).. (44) 

<223> n is a or c or g or t or u. 



<220> 

<221> misc_feature 

<222> (42).. (42) 

<223> m is a or c. 



i 
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<400> 12 

ctacaagatc taacatcgtg ggtttcaact gctttaggag cmimacccgt ggcagcaga 59 



<210> 13 

<211> 59 

<212> DNA 

<213> Artificial 



<220> 

<223> Insert Primer MAH loop D-l Phe 
<400> 13 

ctacaagatc taacatcgtg ggtttcaaaa actgctttag gagcacccgt ggcagcaga 59 



<210> 14 

<211> 59 

<212> DNA 

<213> Artificial 

<220> 

<223> Insert Primer MAH loop D-2 Asp 

<400> 14 

ctacaagatc taacatcgtg ggtttcaaca tctgctttag gagcacccgt ggcagcaga 59 
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<210> 15 

<211> 59 

<212> DNA 

<213> Artificial 

<220> 

<223> Insert Primer MAH loop D.-3 Cys 

<400> 15 

ctacaagatc taacatcgtg ggtttcaact gcacatttag gagcacccgt ggcagcaga 59 

<210> 16 

<211> 59 

<212> DNA 

<213> Artificial 

<220> 

<223> Insert Primer MAH loop D-4 Asp 

<400> 16 

ctacaagatc taacatcgtg ggtttcaact gctttatcag gagcacccgt ggcagcaga 59 

<210> 17 

<211> 59 

<212> DNA 

<213> Artificial 
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<220> 

<223> Insert Primer MAH loop D-6 Phe 

<400> 17 

ctacaagatc taacatcgtg ggtttcaact gctttaggag caaaacccgt ggcagcaga 59 

<210> 18 

<211> 40 

<212> DNA 

<213> Artificial 

<220> 

<223> Primer EcoRI-S 

<400> 18 

ccgatagttc caaccaaatt gttgctgtag aattcgacac 40 

<210> 19 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> BamHI reverse primer 



<400> 19 

cacaaacgaa tggggatcca c 



21 
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<210> 20 

<211> 26 

<212> DNA 

<213> Artificial 

<220^ 

<223> NFlag-XhoI primer 

<400> 20 

ccaggtgaaa ctgctcgagt cagatg 26 



<210> 21 

<211> 23 

<212> DNA 

<213> Artificial 

<220> 

<223> Antisense primer Flag-Sal I for PCR 

<400> 21 

gtggtcgact gcagtgtaac gtg 23 



<210> 22 
<211> 11 
<212> PRT 
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<213> Artificial 
<220> 

<223> Clone 1 
<400> 22 

Asp Thr Tyr Phe Gly His Gly Tyr Asp Pro frp 
1 5 10 

<210> 23 

<211> 11 

<212> PRT 

<213> Artificial 

<220> 

<223> Clone 2 
<400> 23 

Asp Thr Tyr Phe Arg His Asn Tyr Asp Pro Trp 
15 10 

<210> 24 

<211> 11 

<212> PRT 

<213> Artificial 
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<220> 

<223> Clone 3 
<400> 24 

Asp Thr Tyr Phe Ser His Asn Tyr Asp Pro Trp 
1 5 10 



<210> 25 

<211> 11 

<212> PRT 

<213> Artificial 

<220> 

<223> Clone 4 

<400> 25 

Asp Thr Tyr Phe Gly His Arg Tyr Asp Pro Trp 
1 5 10 



<210> 26 

<211> 11 

<212> PRT 

<213> Artificial 



19/21 



<220> 

<223> Clone 5 



<400> 26 

Asp Thr Tyr Phe Gly His Val Tyr Asp Pro Trp 
15 10 



<210> 27 

<211> 11 

<212> PRT 

<213> Artificial 

<220> 

<223> Clone 6 
<400> 27 

Asp Thr Tyr Phe Ala His Asn Tyr Asp Pro Trp 
15 10 



<210> 28 

<211> 11 

<212> PRT 

<213> Artificial 



<220> 
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<223> Clone 7 



<400> 28 

Asp Thr Tyr Phe Gly His Leu Tyr Asp Pro Trp 
15 10 



<210> 29 

<211> 11 

<212> PRT 

<213> Artificial 

<220> 

<223> Clone 8 
<400> 29 

Asp Thr Tyr Phe Gly His Asp Tyr Asp Pro Trp 
15 10 



<210> 30 

<211> 11 

<212> PRT 

<213> Artificial 



<220> 

<223> Clone 9 



WO 2004/018513 
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<400> 30 

Asp Thr Tyr Plie Tyr His Asn Tyr Asp Pro Trp 



<210> 31 

<211> 11 

<212> PRT 

<213> Artificial 

<220> 

<223> Clone 10 
<400> 31 

Asp Thr Tyr Phe Gly His Trp Tyr Asp Pro Trp 
15 10 



5 
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